Supporting Materials and Methods
cis-DDP preparation. cis-DDP was dissolved in Phosphate Saline Buffer (PBS) to make a stock solution of 3 mM and diluted with complete growth medium to obtain the different working concentrations.
Proteins expression and purification. Human GST P1-1 WT and mutants, C47S and C101S, were expressed in E. coli and purified as previously described (1, 2) . Enzymatic activity was determined as described above.
Stable transfection. Cells were transfected with pTarget (Promega), WT, C47S, C101S and C47S/C101S GST P1-1 expression vectors using Lipofectamine (Invitrogen) method according to the supplier's instructions. Stable transfectants were isolated by selection in medium containing 500 µg/ml geneticine (G418) for approximately 2 weeks and then diluted in order to select individual clones. Single clones for each transfected cell line were selected for further characterization on the basis of GST activity. Synthesis of cis-DDP-GSH adduct in absence and in presence of GST P1-1. GSH (2 mM) was incubated with cis-DDP (1 mM) in PBS (154 mM NaCl and 10 mM potassium phosphate buffer, pH 7.4), at 37°C, final volume 1 ml. The absorption spectrum of the sample was determined every ten min by scanning the differential spectra over a wavelength range of 200-400 nm (Cary 4000 UV-Vis). As a control the same experiment was performed for GSH alone incubated in PBS. The cis-DDP-GSH complex was isolated from the reaction mixture by anion-exchange chromatography as previously described (3). The aliquots were further analyzed by electrospray mass spectrometry using a Triple Quadrupole liquid chromatography/mass spectrometry/mass spectrometry mass spectrometer Applied Biosystem Sciex API 365 (Concord, Canada).
MTS proliferation assay. Proliferation assays (MTS reduction
)
Cell death analysis by Fluorescence Activated Cell Sorting (FACS).
To investigate the role of the catalytic activity of GST P1-1 in the formation of the cis-DDP-GSH adduct the experiments were performed using 1 cm cuvettes, with 1 ml (final volume) of PBS, pH 7.4, or 10 mM potassium phosphate solution plus 2 mM NaCl, pH 7.4, containing 1 mM GSH, 2 mM cis-DDP and increasing amounts of GST P1-1 (from 0 to 50 µg). The enzymatic activities were assayed spectrophotometrically (Cary 4000 UV-Vis), at 260 nm, at 37 °C, for 10 min. The diffraction data were processed with XDS (4) ( Table S1 ) and scaled with Aimless (5).
SDS-PAGE analysis
Molecular replacement was performed with Phaser (6) using a model of GST P1-1 (PDB id:5GSS) (7) after GSH and water molecules were removed, followed immediately by a round of Phenix refine (8) , yielding an R cryst of 25.9% (and R free of 28.5%). Water and MES were added using COOT (9) , interspersed by rounds of positional and isotropically restrained B-factor refinement using Phenix (8) . Three strong peaks (30σ for the central peak and 10 σ for the two satellite peaks) were identified in the difference map at the dimer interface. These were interpreted as three Pt ions: two of the ions binding to a single C101 from each subunit (corresponding to the two satellite peaks) and the third ion being bound by both cysteines (corresponding to the central peak). Table S1 . The model was analyzed with the program PROCHECK (11) which showed that its stereochemical quality was similar or better than expected for structures refined at similar resolutions.
Data collection and refinement of a GST P1-1 cis-DDP GSH complex in the presence of GSH.
Diffraction data from a GST P1-1 frozen crystal, grown in the presence of GSH and soaked for 24 hours in 0.1 mM cis-DDP, were collected using a MAR345 detector with CuK α X-rays generated by a Rigaku RU200 rotating anode X-ray generator. The diffraction data were processed with Mosflm (12) ( Table S1 ) and scaled with Aimless (5). Molecular replacement was performed with Phaser (6) using a model of GST P1-1 (PDB id:5GSS) (7) after GSH and water molecules were removed, followed immediately by a round of Phenix refine (8) , yielding an R cryst of 24.5% (and R free of 29.2%). Water, MES, GSH, calcium, sulfate and carbonate ions were added using COOT (9), interspersed by rounds of positional and isotropically restrained B-factor refinement using Phenix (8). One major peak (19.5σ) was observed at the dimer interface and interpreted as a Pt ion bound by C101 of both subunits with Pt-S distances of ~ 2.4 Å (Fig. 4(a) ). In addition two minor peaks (6σ), located on either side of the major peak, were interpreted at Pt ions bound by a single C101 of either subunit with Pt-S distances of 2.3 Å (Fig. 4(a) ). An anomalous difference Fourier map, calculated with ANODE (10) showed peaks in the same positions for the major and minor sites (14σ and 5σ respectively) ( Fig. 4(a) ). The Cys residues were modeled in two alternate conformations. The R cryst for the final model is 14.9% (R free of 17.7%) for all data to 1.8 Å resolution. A summary of the refinement statistics is given in Table S1 . The model was analyzed with the program PROCHECK (11) which showed that its stereochemical quality was similar or better than expected for structures refined at similar resolutions. crosslinking process induced by cis-DDP (250 μM) during up to 72 hours incubation at 37°C. As control we used the proteins incubated alone for up to 72 hours.
